An egg-enriched medium made selective by the addition of Polymyxin B and Mycostatin, for the isolation of N. gonorrhoeae was described by Chacko and Nair (1966) . The evaluation of this medium has since been extended to further cases ofN.gonorrhoeae and also to N. meningitidis. The results indicate the usefulness of the Chacko-Nair medium, not only in the diagnosis of gonorrhoea, but also in the isolation of N. meningitidis in culture.
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Methods and Material Preparation of the Medium
The basal medium was prepared as follows: 100 g. minced beef muscle free from fat were weighed into a 1,000-ml. Pyrex conical flask and 500 ml. distilled water were added and mixed with a Waring blender. 15 ml. 1/N. NaOH were added and the mixture was brought to a temperature of 75 to 80°C. for 5 minutes, preferably in a water bath. After cooling to 40°C., 0-20 g. Trypsin powder (1:250 Difco) was added and the mixture incubated at 37°C. for 6 hours for digestion to occur; 0 7 ml. glacial acetic acid was then added and the whole mixture was boiled for 10 minutes to arrest the digestion. It was then kept in a refrigerator overnight and filtered through gauze. Filtration was also carried out through filter paper to make it clear if found necessary. 500 ml. of 1 per cent. sodium chloride (AR) were prepared in a separate 1,000-ml. flask and well mixed with the above filtrate. 1 g. glucose and 5 g. disodiummono-hydrogen phosphate (AR) were added and dissolved. The pH was adjusted to 7-2-7-4, using a pH comparator and bromothymol blue as indicator. It was then distributed into 200 ml. quantities in conical flasks, 4 g. basic agar (Difco) being added to each flask. The agar was dissolved in a boiling water bath and autoclaved at 10 lb. pressure for 30 minutes. This stock of basal medium was preserved at room temperature until it was used. * Received for publication March 20, 1967. Just before use, 200 ml. of the basal medium were melted in a water bath and cooled to 55 to 50°C.; Polymyxin B sulphate (Pfizer) and Mycostatin (SquibbNystatin) were added to give a concentration of 30 units each per ml. of the medium and the contents were well mixed by rotating the flask.
Enrichment of the Basal Medium
Fresh chicken eggs bought from the market were used for enrichment. The shell was cleaned with soap and water and dried. Tincture of iodine was applied over the air-sac portion, and the iodine was removed with 70 per cent. alcohol. The shell was pierced at the middle of the air-sac end, using the pointed edge of a small pair of sterile scissors, and was cut offto a diameter of 1 to 1 -5 cm. A sterile nichrome-loop was introduced into the egg and the white and yolk well mixed by rotating the loop inside, holding the egg near a flame to avoid the possibility of aerial contamination. To each 200 ml. of the melted basal medium in the flask kept at 55 to 50°C., the contents of a hen's egg were added directly and homogenized well by rotating the flask on a flat surface. This gave an approximate concentration of 10 per cent. enrichment of the medium with whole egg contents and 25 units per ml. of Polymyxin B and of Mycostatin. The medium was poured into Petri dishes to a depth of about 4 mm. and allowed to solidify at room temperature. Slopes of the medium were also made in test-tubes in the usual way. Results
The results are analysed in Tables I to III . Table I shows that, in 296 male cases of acute urethritis, in which intracellular Gram-negative diplococci resembling gonococci were demonstrated in direct smears, gonococci were cultured on the Chacko-Nair medium and Difco G.C. medium in 296 and 294 instances respectively. It was found that the Difco medium did not support the primary growth of two strains of gonococci from either the urethral discharge or urinary sediment from one patient, while both strains grew on the ChackoNair medium. However, sub-cultures of the two strains from the Chacko-Nair medium to the Difco medium adapted themselves to the latter. Thus the egg-enriched medium supported the growth of all the strains of gonococci from this group of patients.
In eight cases of urethritis in males, direct smears were negative, but gonococci were grown on both media. This seemed to confirm that the Gramstained smear method alone is not adequate for the diagnosis of male urethritis, and that there is a need for a very nutritive culture medium for the gonococcus, simpler and more conveniently available in practice than the conventional G.C. medium in use at present.
In Eleven of 36 women from whom gonococci were cultured on both media were asymptomatic contacts of men with gonorrhoea.
Additionally, there was one case of blennorrhoea in a young girl. Fourteen other women from whom gonococci were grown on Chacko-Nair medium, ten giving positive results on Difco medium, seemed to be asymptomatic chronic female carriers, whose male contacts could not be traced. The remaining ten patients were suffering from vaginal discharge and repeated examinations of smears from the urethra, vagina and cervix did not reveal Gramnegative diplococci resembling gonococci. Table II gives the results of the epidemiological study conducted for the detection of gonococcal carriers, who are potential sources of the spread and maintenance of gonorrhoea in a particular population group. Gonococci were isolated in culture from the urethra or urine on the test medium in 28 (61 per cent.) of 46 male cases examined. This suggested the possible importance of gonococcal infection in cases of urethritis in males who may carry it unrecognized as a source of infection in the community.
Out of 79 women attending the out-patients clinic who were investigated at random in this study and had apparently no particular complaint of white discharge, gonococci were isolated in culture in nine (11 per cent.) on the egg-enriched medium under evaluation. Only in three of the 79 cases where the culture was positive could Gram-negative diplococci resembling N. gonorrhoeae be demonstrated in smears. Of 146 specimens examined from female ante-natal cases checked at random, N. gonorrhoeae was isolated in culture on the test medium in two instances. Out of 100 cases examined from the gynaecological department, gonococci were grown in culture in six instances. These results suggest that the egg-enriched medium is of use in the investigation of gonorrhoea in the female.
Table III (overleaf) shows the results of the investigation of nasopharyngeal swabs from children attending the hospital for various respiratory infections by using smears and culture on the eggenriched medium devised for the gonococcus. Of 213 specimens examined by the direct smear method, 129 showed Gram-negative diplococci resembling Neisseriae, but on culture, only 32 were found to grow on the selective egg-enriched medium. These were finally identified as N. meningitidis by their ability to ferment glucose and maltose. It is considered possible that the other 92 strains of "Gramnegative diplococci" would also have grown on this egg-enriched medium had it not been made "selective" with antibiotics. It is reasonable to assume that all others were non-pathogens, possibly N. catarrhalis, N. sicca, N. flava, since they have been observed in this study to grow on the egg-enriched medium without the addition of Polymyxin B. Thus 32 (15 per cent.) of 213 cases surveyed were carriers of the meningococcus with the potentiality of causing an epidemic ofmeningococcal infection in the population under favourable environmental condition .  Table III also shows that, in all cases in which the smears did not reveal Gram-negative diplococci, the culture was also negative. This suggested the possibility that, in the cultural investigation of nasopharyngeal swabs on this selective egg-enriched medium, a presumptive diagnosis of the meningococcal carrier condition could be made in 24 hours.
The medium might also be used to isolate meningococci from the cerebrospinal fluid of suspected cases.
Furthermore, Table III shows that a number of other organisms commonly occurring in the throat were found in the smears along with N. meningitidis, but only the latter grew on the selective medium. Gram-negative diplococci predominated in smears in three instances only out of 129. In the other cases the predominant organisms were not Gramnegative diplococci. Even though Gram-negative diplococci were present in only a few smears, the medium was sensitive enough to support their growth in many more instances. The selective nature of the medium obviously allowed N. meningitidis to grow in culture in 32 instances in spite of the presence of Gram-negative bacilli in the smears; these organisms are able to overgrow the more fastidious meningococcus in culture.
Similarly, if the medium had not contained Mycostatin, cultural isolation of the meningococcus would have been difficult in at least three instances where fungi were seen in direct smears. Grampositive organisms, such as diphtheroids, staphylococci, and streptococci, which may cause diagnostic confusion with the gonococcus in cultures, could also possibly have been suppressed by the addition of the antibiotics Ristocetin or Vancomycin, which were not available to us. Either could well be included in the selective medium with suppressive effect on Gram-positive organisms, as reported by Thayer and Martin (1966) .
In 97 instances, though smears from nasopharyngeal swabs had shown Gram-negative diplococci, these failed to grow on the medium. This is not thought to be due to the low sensitivity of the medium, but to the specific inhibitory effect of Polymyxin B on the non-pathogenic Neisseriae, which the organisms seen may have been.
The egg-enriched medium has been found useful for the maintenance of stock cultures of the pathogenic Neisseriae. Cultures of both gonococci and meningococci remained viable at 37°C. for 7 to 10 days. It has also been found suitable for determining the sensitivity of gonococci to penicillin. Freezedried cultures of the Neisseriae group have been easily revived and maintained on this medium. Thayer and Martin (1964) found to be at least as effective as the Difco G.C. medium in conventional use in the cultural diagnosis of gonorrhoea in infected men and women. In addition, it is easy and convenient to prepare in any bacteriological laboratory, and may also be used in the epidemiological investigation of N. meningitidis. 
